The recent recrudescence of tuberculosis in cattle has implicated wild boar as a 12 reservoir and vector of this disease, which led to the investigation of fecal shedding of 13 the causative Mycobacterium bovis. In the Provence region of France, wild boars are 14 very abundant, and the current study was carried out to assess the presence of 15 tuberculous and nontuberculous mycobacteria in feces of wild boar population. W e 16 developed an original protocol allowing the fast isolation of mycobacteria by 17 combining a 1%-chlorhexidine decontamination of fecal matter with culture on MOD9 18 medium. Colonies were identified by matrix-assisted laser desorption/ionization time-19 of-flight mass spectrometry, combined with DNA sequencing. This protocol yielded 20 no tuberculous mycobacteria among ninety-nine wild boar fecal samples collected in 21 the Provence region. However, non-tuberculous mycobacteria were isolated from five 22 samples (5.05%), including Mycobacterium peregrinum, Mycobacterium vaccae and 23 Mycobacterium setense, the last species being previously unreported in the wild 24 boar; in addition to two positive samples for Nocardia spp. In conclusion, wild boars 25 in southeastern France are not shedding tuberculosis agents, but they could 26 constitute a reservoir of human non-tuberculous mycobacteriosis in selected 27 populations directly exposed to wild boars.
INTRODUCTION 7
Culture remains the reference method for the routine confirmation of mycobacterial 126 infection in animals 1, 28 . The culture protocol herein described allows to detect an 127 inoculum of 10 3 -10 4 CFUs M. bovis which is in the range of that extrapolated from 128 PCR-based observations in wild boars in Spain 15 . However, contamination is a major 129 limitation of culturing feces. Here, we applied to animal feces a 1% chlorhexidine 130 decontamination and MOD9 medium culture protocol suitable for the recovery of 131 Mycobacterium tuberculosis complex in patients on diagnosed with pulmonary 132 tuberculosis 29, 30 . Because the level of contamination of swine feces is very high, an 133 efficient decontamination protocol is essential to isolate and culture mycobacteria 134 from this type of sample 20 . In a first step, we validated this protocol using artificially 135 inoculated feces. Then, we applied it for the first time on animal specimens combined 136 with MOD9 medium protocol and found that this protocol was indeed suitable for the 137 recovery of living mycobacteria from wild boar feces. These results contrasted with 138 the standard NALC-NaOH decontamination and culture on Coletsos medium, which 139 yielded contaminants invading the culture tubes.
140
Moreover, we observed fewer colonies of M. bovis BCG when culturing frozen 141 feces compared to culturing fresh feces. The same observation was previously 142 reported regarding the decreased viability of M. bovis after freezing 13 , whereas no 143 effect of freezing at -20°C was reported when culturing M. tuberculosis from sputum 144 specimens collected in patients 31 . As for feces, the recommendation is to cultivate 145 fresh feces collected in cattle within less than 96 hours for the isolation and culture of 146 M. avium 21 .
147
The 1% chlorhexidine decontamination and MOD9 culture protocol enabled the 148 isolation of three non-tuberculous mycobacteria from five different wild boars with a 149 prevalence of 5.05%, in the range of the previously reported 0% to 11.1% prevalence 150 8 of non-tuberculous mycobacteria in wild boar faeces 10 . In the lymph nodes, 151 prevalence is 16.8% in Spain 8 whereas no mycobacteria could be detected in lymph While the general population is not routinely exposed to wild boars, some selected 184 populations chiefly hunted, are exposed in such way that wild boars do constitute the 185 reservoir of zoonoses, as illustrated by the demonstration of cross-transmission of 186 hepatitis E virus from wild boars to patients in our region 44,45 . 187 In conclusion, we found no evidence for living Mycobacterium tuberculosis MOD9 culture medium was prepared as previously described 29, 30 . Briefly, MOD 9 232 culture medium incorporates for a total volume of 1.000 mL, 5 g of lecithin, 19 g of 
